Introduction
Type 2 diabetes mellitus (T2DM) comprises multiple metabolic dysfunctions leads to hyperglycaemia because of the mix of decreased insulin production and increased insulin resistance and abnormal glucagon metabolism. 1 Insulin resistance (IR) is a condition in which the body's cells get to be impervious to the effects of insulin, and therefore larger amounts of insulin are required to have its appropriate impacts. Along these lines, the pancreas repays by attempting to deliver more insulin. This resistance happens against body's own particular insulin (endogenous) or against the insulin (exogenous). The pancreas creates more insulin until it stops delivering adequate insulin
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Yousef et al for the body's requests, then glucose rises. IR is a dangerous element for the improvement of diabetes and coronary illness. 2 A great many people with IR do not know that they have it for a long time -until they get T2DM, a genuine, deep-rooted ailment. In case people learn they have insulin resistance immediately, they can frequently avoid or postpone diabetes by making improvements to their way of life. 3 Insulin receptor substrate (IRS) particles is a key center receptor in insulin signaling and assume a focal part in keeping up essential cell capacities, for example, development, survival, and digestion system. A few polymorphisms in the IRS qualities have been distinguished. However, the Gly to Arg 972 substitution of IRS-1, acting with natural elements, appears to have a pathogenic part in the advancement of T2DM. 4 Many polymorphisms described in IRS-1 gene, located in 2q36-37, especially Gly972Arg substitution, are shown to be associated with IR in T2DM. 5 IRS encodes a protein, which is phosphorylated by the insulin receptor tyrosine kinase. Mutations in this gene are associated with T2DM and susceptibility to IR. 6 Previous studies of T2DM patients complicated with acute hyperglycemic attack discovered the possibility of genetic polymorphism that influences IR. While the IRS is an important intermediate in insulin signaling and plays a key role in maintaining the basic function of the cell, so any polymorphism in IRS genes acts as a competitive inhibitor of the insulin receptor. The identification of genetic predictors for increasing IR can help in the treatment of T2DM during the acute phase of hyperglycemia. The quantification of genomic DNA samples can be performed using polymerase chain reaction (PCR)-restriction fragment length polymorphism (RFLP) technique. 7 Therefore, the genetic polymorphisms that may contribute to the worsening of IR in T2DM with severe hyperglycemia should be identified to optimize management and treatment.
Subjects and methods subjects
This case-control study was conducted during the period from November 2014 to May 2015 in the Clinical Pathology Department, Benha University, and all patients were selected from the Department of Internal Medicine at Benha University Hospital and were screened for eligibility for this study. This study was approved by an ethics committee according to World Medical Association Declaration of Helsinki. 8 Ethical approval was obtained from the ethical review board of Benha University. All the participants gave their informed written consent. Subjects were divided into two groups: the first group consisted of 100 T2DM patients; the second group consisted of 120 nondiabetic controls which matched with the first group in age, gender and body mass index (BMI). The first group was further divided into two subgroups: 66 people in insulin resistant and 34 people in insulin-sensitive (IS).
inclusion criteria
The inclusion criteria were as follows: T2DM patients who were diagnosed according to the American Diabetes Association diagnostic criteria, patients who had the blood glucose level of >250 mg/dL (severe hyperglycemia) at admission, subjects aged over 30 years and patients who used only insulin during hospitalization.
exclusion criteria
The exclusion criteria were as follows: patients aged <30 years, patients who used oral hypoglycemic agents during hospitalization, pregnant women, patients with critical illness or renal dysfunction, heart diseases and hypertension and patients who required corticosteroids.
Methods sampling
Participants discontinued insulin for 12 hours before their blood samples were taken. Eight milliliters of venous blood was withdrawn under aseptic precautions after fasting for 10 hours and distributed as follows:
1. Two milliliters of whole blood was put into EDTA vacutainer (violet cap) and mixed up and down gently and then used to measure the complete blood count (CBC) and to identify single-nucleotide polymorphism (SNP) by PCR/RFLP method. 2. Two milliliters of whole blood was put into Na fluoride serum test tubes and centrifuged at 1,500 rpm for 10 minutes. The separated serum was used for the assay of fasting blood sugar. 3. 1.5 mL of blood was put in a plain test tube without anticoagulant. The plain test tubes were left till coagulation. After coagulation, samples were centrifuged at 1,500 rpm for 15 minutes. The separated serum was used for the assay of lipid profile. 4. The remaining blood volume was put into plain tube (red cap), left to clot and then centrifuged at 2,000 rpm for 10 minutes for the assay of insulin. 
DnA extraction method
The genomic DNA was separated utilizing Thermo Scientific Gene-JET entire blood genomic DNA filtration (Waltham, MA, USA); specimens were processed with proteinase K in lysis arrangement; the lysate was blended with ethanol and stacked into purging section, where the DNA tied to the silica film. Contamination was adequately uprooted by washing the section. Genomic DNA was then eluted under a low ionic strength condition with the elution under the elution buffer.
DNA quantification
A total of 10 µL of DNA solution was diluted with 990 µL of high-grade water. The absorbance (OD) of the DNA solution was measured at wavelengths of 260 and 280 nm using an ultraviolet (UV) spectrophotometer, and the OD 260 /OD 280 ratio was determined. A ratio of 1.8-2.0 indicated the range of UV absorbance due to nucleic acids. The amount of DNA (in µg/mL) was determined according to the equation: DNA concentration = A×100×50 µg/mL/100, etc.
rFlP Thermo Scientific Taq green master mix containing Taq DNA polymerase, optimized buffer, MgCl 2 and dNTPs was supplemented with two tracking dyes that did not interfere with PCR performance and compatibility with the downstream application. The dyes have absorption peaks at 424 and 615 nm. First Dream Taq master mix was thawed, vortexed and centrifuged; then, thin-walled PCR tube was placed on ice. Twenty-five Ul of master mix, 1 mM forward and reverse primers, 1 µg template DNA, then completed to 50 Ul by nuclease free water, then samples were vortexed and spinned down, and the reaction mixture was covered by 25 mL mineral oil. PCR thermal cycling conditions were as follows: initial denaturation: 95°C, 2 minutes; denaturation: 95°C, 30 seconds, annealing: 30 seconds; extension: 72°C, 10 minutes for 40 cycles; then, 10 mL of PCR mixture was loaded on the gel. The resultant restriction fragments were ascertained on a 3% agarose gel. PCR amplification products were digested with BstNI restriction enzyme for the IRS-1 gene: a solution of 10 µL containing 7 µL of PCR product, 1 µL of 10× New England buffer solution, restriction enzymes (0.2 µL), 0.1 µL 100×bovine serum albumin (BSA) and nuclease-free water. The solution was incubated for 1 hour at 60°C. Tris-acetate-EDTA (TAE) gels containing 2.0 or 2.5% agarose were electrophoresed at 100 V for 50 minutes. The DNA bands were observed in a gel.
The studied rs1801278 SNP was composed of G and A alleles. G and A nucleotide change resulted in GGG and AGG codon changes that resulted in the change from glycine amino acid to arginine. It is located in the long arm of chromosome 2 within IRS-1 gene.
DnA ladder
Thermo Scientific Gene Ruler 50 bp DNA ladder was used for sizing and approximate quantification of wide-range double-strand DNA on an agarose gel; this ladder comprised of individual DNA fragments, 1000, 900, 800, 700, 600, 500, 400, 300, 250, 200, 150, 100, 50 bp, containing two references bands (500 and 250 bp); it was premixed with 6× DNA loading dye and loading buffer, 10 mM Tris-HCl (pH 7.6), 10 mM EDTA.
statistical analyses
The data were tabulated and analyzed using the computer program SPSS version 16 (SPSS Inc., Chicago, IL, USA): normality was tested using Kolmogorov-Smirnov test. "Quantitative data" were calculated in the form of mean and SD, frequency and distribution for quantitative data; the 
Results
In this study, identification of the IRS-1 r.2963G>A (p.Gly972Arg) quality polymorphism depended on the SNP reference number (rs 1801278). The polymorphism happened when nucleotide G at amino acid glycine (GGG) at codon 972 was changed to nucleotide A and amino acid arginine (AGG). This sample of individuals was selected randomly from the population in Qalybeya Governorate. Power analysis was conducted (81.3%), and the significance level of 5% was sufficient. Chi-squared goodness-of-fit test of the studied genotypes revealed that the studied SNP was in Hardy-Weinberg equilibrium ( Table 1 ). The current study was conducted on 100 T2DM cases; their mean age was 49.3 (SD=6.7) years. They composed 46 males (46%) and 54 females (54%). Control group was selected to be matched in age and gender. No significant differences were found in anthropometric measures between the studied groups. Cases had significantly higher proportion of family history (FH) of diabetes when compared to the control group. Triglycerides, total cholesterol, HDL, FBG, fasting plasma insulin (FPI), HOMA-IR, HBA1C, IR and waist circumference were significantly higher in the T2DM group when compared to the control group (Table 2) . Taking GG genotype and G allele as references, GA, GA+AA genotypes and A allele showed significantly higher frequency in the T2DM group when compared to the control group, with higher risk to develop T2DM in healthy controls (Table 3) . Figure 1 demonstrates the example of electrophoresis for IRS-1 genotype r.2963G>A (p.Gly972Arg), which was broken down utilizing the PCR-RFLP. BstNI restriction enzyme cut the PCR amplicon at position 5′-CC/WGG-3′ to create products that were 108, 81, 51 and 23 bp in the IRS-1-972A allele and 159, 81 and 23 bp in the IRS1-972G allele. The 51 and 23 bp products were obvious under the bright light transillumination.
FBG, FPI and HOMA-IR were significantly higher in patients with IR when compared to those sensitive to insulin. Lipid profile, HBA1C or waist circumference did not differ significantly according to IR (Table 4) . Taking GG as a reference, rs1801278GA+AA genotype and A allele showed significantly higher proportion in IR when compared to IS, with higher risk to develop IR in T2DM cases (Table 5 ). Logistic regression analysis was conducted for the prediction of IR in T2DM cases, using age, gender, BMI, FH, laboratory data and rs1801278 genotypes as covariates. Higher FBG, FPI, HOMA-IR and GA+AA genotypes were associated with higher risk to develop IR in univariable analysis. Taking these covariates with significant association in univariable analysis into multivariable analysis revealed that FPI, HOMA-IR and GA+AA genotypes were considered as independent-risk factors to develop IR in T2DM patients (Table 6 ). Logistic regression analysis was conducted for the prediction of T2DM in healthy controls, using age, gender, BMI, laboratory data and rs1801278 genotypes as covariates. Higher BMI, TG, TC, LDL, FBG, FPI, HOMA-IR, HBA1C, lower HDL and GA+AA genotypes were associated with higher risk to develop T2DM in univariable analysis. Taking these covariates with significant association in univariable analysis into multivariable analysis revealed that higher BMI, TG, TC, FBG, FPI, HOMA-IR, HBA1C, lower HDL and GA+AA genotypes were considered as independent-risk factors for risk to develop T2DM in healthy controls (Table 7) .
Discussion
The results of this study demonstrated that IRS-1 quality G→A (Gly972Arg) SNP genotype frequencies of genotypes, homozygous (AA) and heterozygous (GA), were predominant in T2DM. Arg 972 IRS-1 polymorphism might partake in the improvement of IR and diabetes by inhibiting the capacity of insulin to enact the IRS-1/PI3-kinase/Akt flagging pathway, thus prompting imperfections in glucose transport, glucose transporter translocation and glycogen. 9 Other studies at the molecular level revealed that the r.2963 IRS1 polymorphism G>A (p.Gly972Arg) acted as a competitive inhibitor to the IR and IGF-1R autophosphoryla- signaling pathway of IRS1/PI3 kinase/Akt/glycogen synthase kinase-3 in IS tissues. 2 Taking GG genotype and G allele as references, GA, GA+AA genotypes and A allele showed significantly higher frequency in the T2DM group when compared to the control group, with higher risk to develop T2DM in healthy controls. A study found that IRS1 gene polymorphisms increased IR in T2DM patients with severe hyperglycemia. Only the IRS1 Gly972Arg gene polymorphism affected IR in T2DM patients. This result is similar to the results of the studies by El Mkadem et al, 10 Villuendas et al 11 and Rung et al 12 who found that the r.2963G>A (p.Gly972Arg) IRS1 gene polymorphism occurs in patients with IR, and these polymorphisms also affect IR. The rs2943641 in IRS1 was found to be associated with T2DM, IR and hyperinsulinemia in three European populations comprised more than 14,000 individuals. 13 Taking GG as a reference, rs1801278GA+AA genotype and A 
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Novelty
Several polymorphisms in the insulin receptor substrate (IRS) genes have been identified, but only the Gly to Arg 972 substitution of IRS-1 seems to have a pathogenic role in the development of type 2 diabetes mellitus (T2DM).
• Taking GG genotype and G allele as references, GA, GA+AA genotypes and A allele showed significantly higher frequency in the T2DM group.
• rs1801278GA+AA genotype and A allele showed significantly higher proportion in insulin-resistance (IR) when compared to insulin sensitive (IS), with higher risk to develop IR.
• Logistic regression analysis showed that higher GA+AA genotypes were associated with higher risk to develop IR in univariable analysis.
Limitations
Study with family members could inflate the frequency of interested allele; replication study in a different cohort could support these results.
Conclusion
The IRS1 genetic polymorphism (r.2963G>A) may be a significant genetic determinant for IR in T2DM patients during acute hyperglycemia and prediction of insulin resistance in healthy subjects. Abbreviations: BMi, body mass index; FPi, fasting plasma insulin; hDl-C, high-density lipoprotein cholesterol; hOMA, homeostatic model assessment; ir, insulin resistance; lDl-C, low-density lipoprotein cholesterol; T2DM, type 2 diabetes mellitus.
